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The absorbance at 280nm (blue) of the complex assembled using the 24aa staple shows a sharp peak at ~12.5ml. The 490nm (orange) absorbance (it is the excitation maximum of the fluorophore linked to the staple) confirms the incorporation of the peptide into the complex. The peak at 16ml corresponds to the excess of Rbd used for the assembly. The inset shows the Coomassie SDS-PAGE gel of the fraction corresponding to the peak indicated by the black arrow. The fraction collected carries two distinct proteins: the high molecular weight one is the LcTd module while the lower is the Rbd. (B) The complex stapled using the 45aa staple shows the same behavior as the complex in panel A.
Supplementary Figure 3 . Confocal fluorescence images showing lack of uptake by hippocampal neurons of the indicated staples labelled with FITC in the absence of botulinum parts. The fluorescence is absent in this micrographs, indicating that staples alone are not penetrating the cells, opposite to the re-assembled toxins shown in Figure 4B . Pictures where acquired and processed as those in Figure 4B .
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Supplementary Figure 4 . Biacore traces showing the 5 minutes association of linker B on the chip surface carrying immobilized linker A in presence of the indicated staples, followed by a wash. The traces are raw data without subtraction of buffer. The signal drop after the association phase is due to the absence in the washing buffer of octylglucoside, used in peptide assembly reactions, and residual DMSO. The flat signal upon application of the washing buffer indicates no dissociation for all six peptides.
